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[oooi] &&mt±. ^^nco^T4^mm<D^^yym^^/^^±^^— 

[0002] — asu&l^ ^y/^K^o^EK^fflts^, ifiL^^Si^v\ 

&i&&£itz>z.bK£*). sk^^mm^<vt^, tmmrmfrZttX), ftm&fe 



[0003] — ustK. y$v^^>^^—^m<v?$y^—^^fc?>s<?Mn, &&wi<d* 
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WO 2005/061701 



2 



PCT/JP2004/019294 



[0004] ^mmmt, fis/^w&Mbvx^jr^—^&m^^x, ttt^-r— i?<z>*Ky 
-/^^^tcm^mm^<^,rir^t, (2) ^©^osto^*--^ 
, (3)ixxr/^ii^f^wh- /v^*Rift«8re#3^ (4)*°y^ 

5)^r(D^tt«^-yv ? ^-7KD^^-^— W^1r^&<Dm70%£J<±X&%Z.t$:$L 

o 

[0005] ±m<D^m^m^ vc, *mm&\z. ^T^w&s&jfeut, 

(1) ^y^-^^u^^^^^^^^/v^^h^^r^^^^j^^-^^ 

(2) *°y-^-^^uf'5i^^^»^ N i/xT^mmz^irz^s^m^vk 

lkm^—&fcit^xnbtifck<DXhz>, (1) fEiSt^fe 

(3) i^y^-^yr/^^^^K-efes, (i)mM<Djjm 0 

(4) ^y-^-^^y^w^y^^/v-r^, (3)fE*c<^i£ 0 

(5) m^^hm^mi-^^mK m^wh-^, >^j-^y;*yh— /k 2- 
(7) »^-?^«^^-e^(i)iB^^ 0 
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(10) ^/^ffll^^^/h&fc^TOO. 7—1. 3^(D^V^— «Hrr3tO 

(11) (D-(lO)(DV^^^CfE«c»^-e#^tL^, z^s<?%(Dm^~M&W- 

o 

(12) |J^y^-iSlB^W:^^-if. /V^^£fcteb^^7^^-if<£> 

(13) (l2)fB*(D^i-e#^§, ^^^--if, 

ifo^y^u^yn— /viS^o 

(14) 11^^5/h£>f-f9W3. lfi^JKD^il^/^^h^^i-^O-e^ 

(15) (13)*fc«(14) icib*o^^=^— ^o^y^— 

(16) ^y^— ^^u^^^^^ffi^/^^h^^wi-s^^^HJ^^-fr^r^ 
^#^^i-§,f^^^^®(D^^^as^/^^hs^^^/v^bfc^y 

[0006] *mm<Djfmz&>. m^—^^ut^^M^^T^mm^/u^b 

I8lt5ri^-Ct5. «0^^fflLT#btb^^^/-?^®(D^y^-^#:« N jfe 
[0007] [|J9l]MALDI-TOF/MS^^l\fc^^;^^l/^h — /V (DTT) ^MfflPEG-rMETase^o <£ 
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2] DTTMSlPEG-rMETase (O) *fcteDTT*£Q;SPEG-rMETase (□) ^^Jl 

[Bl3]t 0 yK^— M) AM (plp) MWi&^isti^y^V^BiTl^mu dtt 

^SPEG-rMETase (•) *fcf*DTT^^SPEG--rMETase ( ■ ) £r&-^Lfc^<DjfiL^ 

[0008] ^y^-^Mi^bfc^^ff ^/v#^bS£Wi-^bi^££OS£ 

[ooo9] ^p^(D^^fflv^^y^-^^ufc^^^^««, ^^^a^ 
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K-rtiUxw *°y-^— {c^/y^^-y/vm^^^^-xh^xh. x/ytf*y 

^h^r^ 0 y^l/^y=3— /k^^Union Carbide Corporation^ *bA^X 

*b*ytfv^yy /w^w^pm- h(MSPA) 

, ^^yxf^3-;^WWMWl> (MEGC) #/^#&fktb 

•So 




zKy^-ys, m-^<m^mm^^(mmm^^xm^tfj:^tLm^ 

^—teF^mfhtiZo Mcfc&niaz. f^v^y, #y (N-tf~/v)t°nyK>\ *°yr 

y/^/yyyymtm^nfrK m^VT/^uy^ymm^.^\ 
tfVT/y^yyttyFb^Xfe, a mW^VTsv^yyttyvm^W-, tfV^y 

^ix^^r^H\ ^-^y^u^^R, *°y (t/^^^^v/K) o=i* o y-^— , 

T/v^y^yT/v^yyttyytVxn, r;v^y^)^yy^)^—;v (Mx. 
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o 

y^— , ^kias, ^2, ooo-^io, oooK/n>^TO^te#-r§^y-^— ^ 

o 

I^ltv ^*°y^-;»iit£twc, ^^{f(D#y^-^#:£#^i-;5o 

-^Kibfc<9WK). 7-1. 3^»^y-^— «g|b^(D^W*bV\ 

[ooio] «i!(D^(cj;«9^/^»(D^y^-ig^f^®5ti-§^«, *1\ *°y-^- ( 
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o 

m.m-rzwxzfbm&ft'rzik&m&mtt:, ^mmcommimi^xo. oi-i 

[001 1] ^f-Hr^— if (methioninase) WK^^—~y^Wt^MX^0 , %KWSi 
ffi&&ili-Z>Z-b&%}htlX\s^($\x.lt, Kreis W. and Hession C, Cancer Res., 
33, 1862-1865 (1973), Kreis W. and Hession C, Cancer Res., 33, 1866-1869 
(1973) ) 0 ^3-=**— ^fe4^<DV^-ybfabt£Z>ttTb9'?'— Mi&Xh<0, # 
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^^—^^(Di^^m^nmir^ mi, 000-1^20, 000, ^-^<nm2, 0 

00— ^10, 000^L-Cft^^L<^4, 000— ^6, OOOK/Vb^W^^-* 

[0012] #cm. ^h^i/^y^^w^y=i— ^aqg^ufc^:*--^— ^^/v^^h^^W 

1- s^^^ai-sxm^tfeWi-So^hdr^y^w^y^— 

ifi^^^j-b, ^ji-200^e/v^*(D^/^7 B b^^i-§^^^> 

— ->^3|K, Cold Spring Harbor Laboratory, 2001^) ^SfflV ^tb§ 0 

[0013] IffciggU ^y^-SrJjg^^rSttr^, *>v%zfvm:m~rz>fc&tfo 
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*^^J;«9,^^®li^^=^hfefct)¥^l^(^Jx.^ 0. 7-1. 3# 

y^— ttjBMiLfcv ^^iiLfc, 

^©ajfy-v— iS-^fr^, ^Jx.^Ellmanfe (Ellman G.L.„ Arch. Biochem. 
Biophys., 82, 70-77 (1959)) K£W\j£1rZ>b, l^^—vbhtcW^. 8j@J^_h, 

[0014] Sfcfcl, if^ULT, ^V^—^^^mm. ^T'hSW 

i^ffc, ^WJ^^T5y^ffi^j^ga^j#^3^$tb6^>-^^/^5^--- if(D^y 
[0015] *^ft^t-fi::ML, -?:(DT5y^ffi^iJcoii6# b o^T^yai^\ 



WO 2005/061701 



10 



PCT/JP2004/019294 



^b(Dm^XM^Xh^b^^^tlX\^(lnoue H., et. al. J. Biochem., 117, 
1120-1125 (1995), Nakayama T., et. al., Agric. Biol. Chem., 52, 177-183 (1988)) 0 

—^(D^v^-m^-mt, ii6#@ (DT^ymdmm^M^hm-efoz, 

[ooi6] ^mn<D^m^£.m%hti%*^^—^(Dm^—^<&m-$, mmuM^mu 
&?mm\mmir%-bi)>x%, mm, %m, mum, mm, ^m, mm, m&m, 
mm, m, m, n. mmm^m^mm^x^x^f^-i^m^mx^o ~ft£t> 

[0017] ^mm^xm^btif'^^m^m^-m^i^mmtvx^ir^m^, m 

xmm. mnm, mm, ^±/^m, %m, mm, ^y^m, ^y^/^ma^r 
mm<&mi%m\^bfL%mmcmm^xi&-$-irfL^£\<\ ^mn&^fe, mx-um 
i&m\H&5-m<D®LMm. ^m. m^A^m, m.Amm, mmm\^ti% 
\^n<DMmxMrMim^-r^-t^x^^ 0 mx.&, ^mm^mK^m^fi 

[ooi8] ^mm^m%bthz>$>s<y-W(Dm^— ^^w-^^^^^mmzM^tiu 
Mm, ffi&m. umm, mmm, mnm, mmmm^mmmmmunmt^m^ 
fo^xm^mmmmbirz>-btfx%z> 0 mim^m&ittm^fmfcbmm 

<}^^/Pu-^m, Ife&mbX^Xfc^JV^Vxi-^ ^j;V^iy^7V^Vn-7\ 
, tK^^r^^ntWir/Vti-^, if^^-^L<»#yif^/H:°nyK^, MMmbL-X 

/v^wttbvvj*, *>^>^\.<U7Vv^mk^Yvvj>>m, mnmbi^x^/v 
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:5\ XTTV>m^y^VM>\^<fe^?u^-/U^mfbthZ>o &ffl(D&fflkUX 

rnrnm, mmitm. mm, &mtm, mm. mmmm^m^:mmvxh^<, m 
m\^xmm\^xhx^\ 

[0019] ^mm^x^nhth^^^w^m-^— Mfr©Ei^LT(D^t}i, 0# 

«o. i-ioom g /k g/ /0(Dt5Hrt-e^o #Sp^o#^(j:«:^^^j:«9 

;*:#<M&5tf s . il^O. 005— 20mg/kg/B-e&'9, 0*L<f*O. 01 — lOmg/k 

Hffiftl i 

[0020] WTl^ *>'<?&kVXm&%j*tt~'r—'i£ rMETase^fBft-T^' fct*> 

o 

w^4-^ (dtt) ^m^v^u^v^-M^mmmK.^^^-^ ( 

PEG-rMETase) COM^i 

(1) rMETase 

9-270676 fcSpCTHJfe^Ut, 

(2) rMETaseSUtg«f9SEX@ 

^170 g(DrMETase{C120 mM *^^hy<>i41«IS(pH 9.0) ^2f^**Px.^L 
fc 0 ^C^Si^MlO kDa, 1.8 m 2 <DflH2rJ^-C100 g/LT§re$fc«tUfco JIHeUfc 
150 g COrMETase^. PEG{^fpX©^fflV ^fc G 

(3) PEG{^fifp, DTT^aX@ 
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150 g(DrMETase^tt^PEG(MEGC-50HS, B^ftMltii) 275.4 g&30 (91.8 g 
X 3) ^it-C37°Cti:MT-ei0-15^^»b/c o 30 g <D»J^10~15#M 
j^mi-100 mM ^9^^7K*^^y r >A^'epH^7.2^MSLfCo DTT£0.5%|ftg 

^&5J;5»yjnu 37°ctmaT-e2B#r H lit#b, kj£^tv\ i5°c-e— &i%ftut 



(4) DiaflltrationX@ 

#^tbfcSJ^«»*^36.0 LtteZ>£?lC50 mM<9A;mi-hVVJ>>mmWipH 7.2£r 
Mx.Wk&lstc 0 42 L<D50 mM^^hy^llWnfeH 7.2&r 0.7 L/min<D#ft3g-Cgs 
MV^>h^Wi^l L A50 kDa, 2.1 m 2 (Dj^^V^-CDiafiltration^To7C 0 5I^9C# 
m UZ.?j;%^~eMm$:ftofc 0 2 L<D50 mM<9A,^hy^AM»«pH 7.2^fflV>T 
J^rt^^^/^^W^telllJlb^^^^bTDiamtration^m^bT^o 

(5) ^^^m^^^^n-x'h^^— X@ 

50 mM^A/^-hy^-MgWr^pH 7.2^5p^b£tLfcDEAE Sepharose-FF#5^( 
0 140 X 65 mm, 1 L) ^Diafiltration^aiR^r50 cm/htD'MM'C^m^ pass through 
m^m^fCo ?§ffi$^50 mMOAsWti-bVV^mmmpH 7.2£»1L12.0 LKM 
ISU 0.2 m, 0.05 m 2 (D^-e^>iiibT15 0 C^#L7t 0 

(6) sf^mmrn 

10 mM«9Ay^hy>^M«iRpH 8.0-e^^^^bfcSephacryl S200 HR#5^( 0 
600X600 mm, 170 L) ^^^11 cm/h<D#f£^ 

-C»Wc 0 ^tt®^^*fe-C30 kDa, 1.2 m 2 <Dfl^fflV>T^^Tofc 0 ^Jl L(Z> 
10 mM«9/u^hy^M«ISpH 8.0^fflV ^1^1*1 <£>^^JC£[1II|51U £ib^l0 
mM<9/u^hyr>^M««^»b^^^^«^S^^40 g/U^3J;5f§SUt 0 

(7) M'W^—^Ajm. (PLP) 

^T^O.22 m, 0.02 m 2 (D|^^V>-C^)200 mLi 2 O^M250 mL<D*>/W^aL-80 

mmm 2 

[0021] DTT^a^^^^tt^^.^i-^# (rMETase) 
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DTT^JS^JtSLTV ^PEG-rMETase^oit^rMETase, DTT^S^rJfebf' 
PEG-rMETasefe £T$rMETe&e<Dlk8i&&WfeVfZo ^^Wl^lt-TakakurahCO^m ( 
Takakura T. et. al., Anal Biochem., 3 27, 233-240 (2004)\Z.$£oXMMLtc 0 ^<^»|p 

rMETase, PEG-METase W^^fiftt^R^f DTT JfflSWgi* 





DTT Ml 


(U/mg) 






56 


rMETase 




+ 


56 


PEG-rMETase 


+ 


16 

44 



[0022] mz. MEGC-50HSi:tt5H : S©M'S;5fiH4'fbPEG ( 0 ^mmm &m v ^-c^JS^e/v 
it30-ei^l#(D^^Tofc 0 -W^*, ^2f^-TJ;5^?SmbPEG(D^^-ft^^ 

^oTtPEG^fp^^^^*^tt{«Tbfc^,DTT^ffl^i-^^^J;f9[Himb7t 0 
13*2] 

S&-S#^iCDffitt{fc: PEG 77 PEG L /t rMETase W^iilffiefcRff-r DTT ffiS© 





fl&tt-fb PEG 




, ttStt 






DTT MM 


(U/mg) 


MEGC-50HS 


5 kDa 


+ 


33 
45 


MEGC-10TS 


10 kDa 


+ 


32 
47 


MEGC-20TS 


20 kDa 


+ 


33 
47 



[0023] $^>^MEGC-50HSirM^y^— ffiO^^bPEG (MSPA5000, NEKTAR 
m)t, M*«flH4SSr^tHifc©flH4i / bPEG(MENP-50H, H#iftIItJBi)«rfflvvrS 

-^i^tt^^^oT^PEG^^i^^^^tt^iSTb/c^, DTT^ffl^M 
13*3] 
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U ' SttX^tT^ttft PEG T PEG L/t rMETase <^»*fiftt^S 



DTT fflMCO^J^: 









DTT 

mm 


(U/mg) 


MEGC-50HS 


Glutaryl 


NHS 


+ 


33 
45 


MSPA5000 


Propionyl 


NHS 


+ 


33 
38 


MENP-50H 


Carbonyl 


A" yZ\-U7i)-)l 


+ 


10 

30 



[0024] ^^^^U^(D^^MtMEGC-50HSt<DK^K^mDTTmM(D^}^ 

#ya&frl\ DTT^atfll^JtflH^SrJtttLfeo ^/^y©ffitlfft|j:o.l mM L- 
-y^T4^, 2 mM EDTA-2Na, $o£.XFl mM N-o^O/^/WDL-T/Wf-^-p-- 

hnT^yKiaBfefiSr^tfso mM b ] j*m.mmmwtp(pH 7.5)-csiss^tv\ 37°c-e 

[^4] 

PEGi*/VH XDMmmmzJSi&T DTT SL SOT 86* 



ffltfJtffitt (%) 


Papain 


100 


PEG««rJE*}« 


42 


DTT ill 


106 



(2) If(TGase) 

£fc&0Streptomyces sp.Sr2.0%sKy^h^, 2.0%^?§tt«$j\ 0.2%U>^MC3(I^ 
#y?A, 0.1%gfc^^v^^ 0.1%#©ai^J;93&5^«i(pH 7.0)^fflV^T30 

°c 3 0 mmtsmmuto mfo&m\z£^xmft&G&xUt&. 25 mM wrmrhv 

VMMffiWipH 8.5)TSStlfL-CTGase03|fi»*SacSr©#b^o ^ffiJ#*?R0.25mL 
(CMEGC-50HS^4 mg£t^nbT25X^lfTO£OS£^Co KSS^tHtS© 
0.1%-eDTT^fflLT, JtEH4£rJttfcU t C 0 ft**, ^^?Stt«Folk J.E. and Chung S.I. 
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(MethodsEnzymoL, 113, 358-375 (1985)) ©^fefclpCTfflSUfco ^5 

o 

13*5] 

PEG#^TGase©B^f£14t::&&^DTTffl3<Z>2&JII 



ffl*Hfci£tt (%) 


TGase 


100 


PEG^fFJkJS* 


36 


DTT 


70 



(3) 

mmm 3 

[0025] DTTlt.TKTjkir^iZ.pt/^zfbmtTKmm^mir^o 

? OH 
HS-CH, — C — C — CHL-SH 
II 
OH H 

/v, 2-:/^y— /K 2-y^/v-i-^°i3/-?y— /v) icov^-c. l»<D^fi£-e#fb 

/V^^h^^^«^^^M^^fc^(D^it^tt<Dim«^^$^, DTT 
[^6] 
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PEG-rMETase (Dit^'^M^Z 




\ u ti W 


£U irl H> M: 




(%) 


N- Acetyl L-cysteine 


79 


Glutathione (jStc M) 


55 


2-Mercaptoethanol 


70 


Dithiothreitol 


100 


Methanol 


5 


Ethanol 


4 


Methoxyethanol 


4 


1-Propanol 


4 


2-Propanol 


4 


1-Butanol 


5 


2-Butanol 


1 


2 -Methyl- 1 -propanol 


5 


No addition 


5 


mmmmt dtt 





»|4 

[0026] 

Arch. Biochem. Biophys., 82, 70-77 (1959))^ffiV^T^iL7t 0 
(l)DTTMfflPEG-rMETaseM3tX@^*5tt^/^7°hS#C(^ti^ 

^7t^i-J;5 i^tt^PEG (MEGC-50HS) ^j££itrSfii<DrMETase<D^/V#:7 0 r- 
^m«3.7 SH/l^^-^h&ofc/^ PEG{bSJ^-e2.7 SH/^:/^-^)^^ SH/ 

-y-^^-^h^^^^fe^tbf'o ^c^o.5%DTT-e^a#*tMb-c^#b^ 

PEG-rMETase(D^#^/V^77°hS^Cfi3.7 SH/l^^^h^tHl^U rMETaseCD^ 
/v^y hS»l^<^fii:&ofCo — 0.5%DTT^MS£tT&:frTffiSLT^#L 
fcPEG-METase(D^#^/V^7^°hS#:«3.0 SH/lJ-:/^^5/r--e$>ofc 0 
(2) 

rtb^cD^^i^PEG^X@^WUTli^^^hfefc^lj@(D^7^^°h^^^ 

tt^PEG(MEGC-50HS)^KJ^i" £ # s , «fc *9^/V# :/ ^J^bfcPEG 

«J^ilbfc:i!#X.^i^^-e#§ 0 DTTM^io-CPEG^^Ib^/^^h 

[^7] 
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PEG-rMETase g£i§Xg lZ&\f Z> * ~f V Sf&£>*i# 



Ig 


SH/subunit 


rMETase 


3.7 


PEG^tfcj^^ 


2.7 


PEG-METase 




DTTfflS 


3.7 


DTT TfeMU 


3.0 



mmm 5 

[0027] ^e/a— Kgp^ (MIA) %m v ^y^T4 V^l (Cys) (D^/V^^°hS^f|j 

rMETase, DTTMSPEG-rMETase, &OTTT*£&SPEG-rMETase^/V#:7 0 r-^ 
^fifp^J^bT^I^^TV>§MIA^J^$-fr^, £^DTT*&a£3iUt 0 
^^i~ 0 MIA-C^/V^^h^^flii-Sr^-eDTTTfe^aPEG-rMETase, DTT&13S 
PEG-rMETase<Dl^-f tltJ:tffittl4^«£TLfc 0 -?T<^, DTT^^PLTSi^^ 
•frfc^JH. DTT*MaPEG-rMETase(D^l:b^tt(D±#^^je)^tLfCo -tLte, 
DTT^MSPEG-rMETaseO^^^/V^^hS^PEG^ioT^'fe'f^tflJ^tl'TV N ;fc/c 

MIA ffiil^JSbfc rMETase, DTT fcMM PEG-rMETase, DTT MM PEG-rMETase ff) 



ttmrnzm^t dtt mm<D&w 



Jtffitt (U/mg) 






DTT 


dtt® a 




rMETase 


PEG-rMETase 


PEG-rMETase 


MIA^jStt 


54 


17 


38 




2.4 


3.8 


4.0 


DTTfflfl 


2.7 


12 


4.6 



[0028] mMM4RTf5(Dffi$k£<9^ WT^i^*^§ 0 ~tf£fc>"h, rMETase it^mtPEG 
^KJ^$«^^^(Di:b^tt^^t<teT«^,DTT^ffl^i-ri!^[HimLfc 0 
rMETaseOl^^rL-^h^^^^^oCysO^^N^S^^lie^ @ ^fei" 
%Cys^&mm^m^1r%m^mi L -e&Z>t<Dm j ^(lnoue H., et. al. J. Biochem., 
117, 1120-1125 (1995), Nakayama T., et. al., Agric. Biol. Chem., 52, 177-183 

(i988))tfe§^^^PEG^, ^.(Dm^mm^m^-ir^cys^mum^mmu 
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rMETase(D^/V^77°hS#C{*3.7 SH/^y^^ybXh-ofc^, PEG{gfflRf&X2.7 

yhKm&ut, ^tcMiAKx^^^hm^mmir^txitmm-i^<i&r^fc 

^ DTT^S^rifei-^^^j;«9DTT*^aPEG-rMETase(D^J:b?Stt^_h#Lfc 0 
£l±.(Dffi^£<9s ^tt^PEG(MEGC-50HS) terMETase^<D?£t£^^M^M; 

m%mz.~t*/vjjy*vm (c ys ) ^mm-r^m^x^ 

MMM 6 

[0029] PEG-rMETaseCO^-B-PEG^O^i (MALDI-TOF/MS) 

DTT^MaPEG-rMETase^J:t^DTT^aPEG-rMETase(Di^^^.^5/h^--</V-e 

PEG-rMETase^^LTDTTMSPEG-rMETasete5^M# s ^5 kDaiSTL-Tl 
i!^^jo7to PEG(D5H^*^5 kDaX&ZZ.bfabDTT%mfc£Vl PEG/I^^^ 

»M 7 

[0030] PEG-rMETaseCDf^PEG^fD^fi (HPLC) 

DTT^^aPEG-rMETase, DTT^SPEG-rMETase<D|£^PEG#c£r$IJ^L-fc ( 
Bullock J., et.al., Anal. Biochem.,, 254, 254-262 (1997)) 0 T/^VMlkftM KXV 
2£g|Wc:PEG^PEG4120 (Polymer Laboratories®) ^^LHPLC^ffll^T^iL 
fc Q ^9i^i"J;5^DTT*^ifflPEG-rMETase(Z)M^PEG#:»8.4 PEG/ 

-y-7*^-~yyX&otl(D\Z.^X, DTT^SPEG-rMETase<Df£^PEG#:te:7.5 PEG/ 
i^^-^h-e$>«9, j^l PEG/^^-^h(Di£T^^^^n7^ 0 Ifcf', H^/H:b30 
-CPEG{*fpbf'PEG-rMETase(D^^|p|#f^ DTT^S^£oT|^PEG#Cte^l 
PEG/i^^^-^^hiSTL--CV ^c 0 
[^9] 
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PEG-rMETase CO DTT ffi J! £ f£ 5 » PE G ft <Z> b 
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5.0 
4.1 



mmm 8 

[0031] T57^fU^O||iJS(^^m&) 

Fluorescamine^ffiV^^I^Tfe^ttSfeCKarr L.J., et.al.,Meth. EnzymoL, 228, 
377-390 (1994)) ^J^DTT^^MPEG-rMETase, 48j;ttt>TTM«FEG -rMETase 

13*10] 



[0032] DTT^S^jfeUfcJjg;^ PEG-rMETase^li^^^^hfe^^^/V^^h^^fi^Jl 
SHS^Jf^K ftjl PEG^i-^^i-§^«i»M^\ *3<tWl PEG#^fc*B 

[0033] W_hCO^^^PEGf^X@^*5V ^T, PEG^^^^— i?<Dfift42&SfcfilS 
DTTMS^M^^^^i l 9^#:K^^S2^ l 9> ^/^^bS^llI^bfcPEG-rMETase 



[0034] Mi^^/^^b60^t^M^^/tDTTMaPEG-rMETase^DTT*^aPEG-rMETase^ 



PEG-rMETase <D DTT 5 7 * 7 KIM»*©£<fc 



PEG-rMETase 

DTT Ml (%) 



- 75 
4- 74 



mm 9 
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, jfoJfttptfX*^-— >KtSS:S0^b^:Oones B.N. and Gilligan J.P., J. Chromatogr. 
266, 471-482 (1983)) „ 1fegz&M2lZ.m1r 0 DTT^SPEG-rMETaseCO) teDTT^&l 

apEG-rMETase (□) tit^xskm^w^^m&^Mmm^^M^mw 

^^^^^T^^«bT|^#0||^^ffo/c#^C>M^El3^^i- 0 DTTM 
SlPEG-rMETase (•) teDTT^c&lSPEG-rMETase ( ■ ) tit^Xik^^tD^^ 

MMM io 

[0035] SJ^^/^JteO^f^M^^/cDTT^SPEG-rMETase^rMETase^^J^tt^itlfeLfc 
0 -^^^^DTT^QiSPEG-rMETase^fc^rMETase^rO.l mg/E6©ffl*"ClMK^lHI 

, -^tH2iaigiErts-^b, mm&^mmm a ^«jkbife?*^#fc(##i02E) o #l 

PEG-rMETase^fcfc£rMETase2:^#bTV \&V ^^lfe^^r=i^bn— ;VbVX5%\ > 
PEG-rMETase(D^:M'l4}*rMETaseJ;9t>^:*I^'IBTL-"CV^fCo 



rMETase £ DTTffl JlPEG-rMETase CD tilfl: -f b » it » 
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[3] »?y-^— ^7KyT/v=3r^^=¥v-K-efe^> ft #n£i&M<Djjm 0 

[4] R#y^— s6SaKy^i>^y3— /v-eibs, »#^3fB#0>:£Sso 

[7] «^^-?^©^s*-ea>5f»^iiB*o*jsfeo 

[10] ^^^ai^M5/hfefc«9¥^0. 7—1. 3^(DJKy^— ^rlttHft-S^^'CfeS 

[12] SJKyv-I^c^f^t-f, ^©aKya: 

[13] ff ^3gl2fEic(D^fe-e#^^, t>\ ^^^fcteh^^/l^^ 

[14] ii^^^hfe/c«9TO3. ijiaa_h(D^g|(D^/v^7°h»#i-^o-efe§. ^tf- 

[15] ft^^l3*7t«l4^fE«(D^^^-if(D^y^-m^f*^^1-^^fi«^J 
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